Representative images from at least three independent experiments. Error bars represent means ± s.e.m.; Two-tailed unpaired t-test, p < 0.01(**), p < 0.001(***). Scale bar represents 50 μm (B and C); 10 μm (D).
H2A.z regulates the proliferation of neural progenitor cells (A) Mouse embryos were electroporated in utero with control, H2A.z-sh1, H2A.z-sh2 at E13 and the harvested brain sections were immunostained with mitotic marker pH3 at E16.
(B) Graph shows the percentage of pH3 + GFP + cells in VZ/SVZ. n = 6-8 for all samples.
(C) BrdU was injected intraperitoneally for 2 hours of pulse labeling and the harvested brain sections were immunostained with anti-BrdU.
(D) Percentage of GFP + BrdU + cells among GFP + cells. n = 7 for all samples.
(E) Immunostaining shows that the expression of H2A.z is depleted in E13 H2A.z cKO brains.
(F) The apoptosis levels between H2A.z fl/fl and H2A.z cKO brains show no significant difference. E16 brain sections of H2A.z fl/fl and H2A.z cKO mice were subjected to TUNEL assay.
(G) Graph shows the numbers of apoptotic cells per field. n = 6 for all samples. Representative images from at least three independent experiments. Error bars represent means ± s.e.m.; H2A.z fl/fl , WT; H2A.z cKO , cKO. Two-tailed unpaired ttest. p < 0.05 (*), p < 0.01(**). n.s., not significant. Scale bar represents 50 μm (A and C); 20 μm (E; F and H). (A) Western blot shows that the expression of Tbr2 is increased, while the expression of Pax6 is not significantly altered when H2A.z is deleted in NPCs. E12 primary neural progenitor cells (NPCs) were isolated from H2A.z cKO and H2A.z fl/fl mice, and cultured in proliferated medium (suspension culture) for 3 days, and then collected the neurospheres for further analysis (A-C).
(B) Graph shows the normalized density of H2A.z, Pax6, and Tbr2. n = 7 for control samples; n = 5 for H2A.z cKO samples. Representative images from at least three independent experiments. Error bars represent means ± s.e.m.; Two-tailed unpaired t-test, p < 0.05(*), p < 0.01(**), p < 0.001(***). n.s., not significant. Scale bar represents 50 μm (D); 20 μm (F). Error bars represent means ± s.e.m.; Two-tailed unpaired t-test, p < 0.05(*), n.s., not significant. Scale bar represents 10 μm (A and E); 100 μm (C). (E) Western blot shows that H3K36me3 levels are decreased in H2A.z-deleted cells. E13 embryonic cortexes were disassociated and lysed for western blot analysis. Then, the cell lysates were detected by western blotting with the antibodies indicated.
(F) Graph shows the normalized density of H2A.z and H3K36me3, H3K27me3, H3K9me3, and H3K4me3. n = 6 for all samples. Error bars represent means ± s.e.m.; Two-tailed unpaired t-test, p < 0.05(*), p < 0.01(**), p < 0.001(***). n.s., not significant. Scale bar represents 50 μm (B, up); 20 μm (B, down).
Figure S11
The expression and localization of Nkx2-4 in the developing cortex (A) Representative images of brain sections at E12, E15, and E18 stained for Nkx2-4 and Tuj1. Note that Nkx2-4 is expressed in a subpopulation of Tuj1 + neurons.
(B) Representative images of brain sections at E12, E15, and E18 stained for Nkx2-4 and Tbr2. Note that Nkx2-4 is expressed in Tbr2 + IP in E15.
(C) Images of coronal sections of the developing cortex labeled for Nkx2-4 and Sox2. Note that Nkx2-4 expression is colocalized with Sox2 + NPCs.
(D) Western blot analysis shows that Nkx2-4 is efficiently reduced when Nkx2-4 is depressed. Primary progenitors from E12 brain cultured in proliferation conditions were infected with lentivirus expressing the control or Nkx2-4-shRNA for analysis. Protein lysates of infected cells were probed with the antibodies indicated.
(E) Nkx2-4-shRNA or control plasmids were electroporated into the brains of E13 embryos. At E16, the brains were harvested to investigate the cell distribution and were immunostained with the mitotic marker pH3. (I) Representative images of P17 cortices electroporated with control, H2A.z-sh1, Nkx2-4 or H2A.z-sh1 together with Nkx2-4 at E13.
(J) Quantitative analysis of the number of dendrite branches. n = 4-5 for all samples.
Error bars represent means ± s.e.m.; Two-tailed unpaired t-test, p < 0.05 (*). p < 0.01(**). n.s., not significant. Scale bar represents 50 μm (A and F), 20 μm (D), 10 μm (I). All experiments were repeated at least three times. (B) The levels of H3K36me3 are reduced when the expression of Setd2 is downregulated. Primary neural progenitors were infected with control or Setd2-shRNA lentivirus. Three days later, the cell lysates were detected by western blotting with the antibodies indicated.
(C) Interaction between H2A.z and Setd2 is verified by co-immunoprecipitation experiments. HA-Setd2-and Flag-H2A.z-expressing plasmids were cotransfected into N2A cells. Three days later, the transfected cells were subjected to immunoprecipitation using HA beads. Bound proteins were detected by western blotting for the antibodies indicated. 
